Development of a novel real-time qPCR assay for the dual detection of canine and phocine distemper virus by Nielsen, Linette Buxbom et al.
  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
  
General rights 
Copyright and moral rights for the publications made accessible in the public portal are retained by the authors and/or other copyright owners 
and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with these rights. 
 
• Users may download and print one copy of any publication from the public portal for the purpose of private study or research. 
• You may not further distribute the material or use it for any profit-making activity or commercial gain 
• You may freely distribute the URL identifying the publication in the public portal  
 
If you believe that this document breaches copyright please contact us providing details, and we will remove access to the work immediately 
and investigate your claim. 
   
 
Downloaded from orbit.dtu.dk on: Dec 18, 2017
Development of a novel real-time qPCR assay for the dual detection of canine and
phocine distemper virus
Nielsen, Linette Buxbom; Hjulsager, Charlotte Kristiane; Larsen, Helene
Publication date:
2016
Document Version
Version created as part of publication process; publisher's layout; not normally made publicly available
Link back to DTU Orbit
Citation (APA):
Nielsen, L. B., Hjulsager, C. K., & Larsen, H. (2016). Development of a novel real-time qPCR assay for the dual
detection of canine and phocine distemper virus. Abstract from 4th qPCR & Digital PCR Congress, London,
United Kingdom.
 
 
Poster Submission Form 
 
Please complete and return to scott@globalengage.co.uk (.doc or .docx format) 
 
Contributing Author(s) 
(Please highlight attendees) 
Linette Buxbom, Charlotte K. Hjulsager, Helene Larsen 
Organisation DTU National Veterinary Institute 
Email Address linbubo@vet.dtu.dk 
Include your email address in poster abstract book?     
Yes 
Telephone +45 35 88 61 88 
  
Poster Title 
Development of a novel real-time qPCR assay for the dual detection of canine and phocine distemper 
virus. 
Abstract  
(300 words approx.) 
In a commercial diagnostic setting streamlining and optimization is an important factor when the goal is 
to provide high quality diagnostic results while remaining competitive. In the PCR diagnostics unit at 
DTU National Veterinary Institute part of this optimization programme is to replace conventional PCR 
assays with real-time PCR assays to obtain a uniform assay palette. The present work describes the 
development of a novel real-time RT-qPCR assay for the dual detection of canine and phocine 
distemper virus. The assay is relevant for the future detection of outbreaks of canine distemper virus in 
e.g. in farmed mink and wildlife and phocine distemper in seals. 
 
A set of primers and dual labelled probe was designed based on an alignment of distemper sequences 
in GenBank from various species and in-house sequences from recent outbreaks in Danish farmed 
mink. The assay amplifies a segment of 151 bp in the Phosphoprotein (P) gene of the distemper virus 
genome. The dynamic range and PCR efficiency (E) was experimentally determined using 10-fold 
dilutions of a specially designed distemper DNA-oligo in addition to extracted RNA from clinical 
samples. 
 
E of the real-time assay was shown to range between 0.95 and 1.05 when using both clinical samples 
and the distemper DNA-oligo. Comparing the real-time RT-PCR assay to a currently used conventional 
assay showed that the real-time assay detects a 10
2
 –fold further dilution of a clinical sample. Tests of 
distemper positive clinical samples from a wide range of different species performed in parallel with the 
conventional PCR assay revealed that whereas both assays detect canine and phocine distemper 
virus, only the conventional assay could detect the dolphin distemper variant. Furthermore it was 
shown that the Taqman assay does not amplify influenza, a common differential diagnosis in mink and 
seals. 
 
Further testing is needed to determine the effects of PCR inhibitors in clinical samples. In addition, an 
elaborate panel of potential differential diagnostic agents must be tested in order to determine the 
assay specificity. 
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